Toll-like receptor expression in human non-small cell lung carcinoma: potential prognostic indicators of disease

SUPPLEMENTARY MATERIALS Supplemental Methods
Cell maintenance
NCI-H1650 cells were cultured in RPMI-1640 (Invitrogen) containing 10% FBS and 1% glutamate in a humidified atmosphere at 37˚ C, 5% CO 2 , and 95% air. HBE1 cells were a kind gift from Dr. Reen Wu (University of California Davis). HBE1 cells were cultured in the following defined media: Hams F12 media (Invitrogen) containing 10 μg/ml insulin (Sigma), 1 μM hydrocortisone (Sigma), 3.75 μg/ml Endothelial Cell Growth Supplement (Sigma), 25 ng/ml EGF (Sigma), 5 μg/ml transferrin (Sigma), and 10 ng/ml Cholera toxin (Sigma), similar to Yankaskas et al, 1993 [1] . Both cell lines were grown to confluence and then RNA prepared.
Quantitative reverse transcriptase PCR for TLRs 1-10
RNA was isolated from the cells using MachereyNagel Nucleospin RNA II kit (Clontech Laboratories, Mountain View, CA) following their kit specifications. cDNA was prepared using oligo-dT, followed by PCR amplification in 50 μl reaction volumes [2] . qRT-PCR was then done using the cDNA stock and human gene specific primers (intron-spanning) with KAPA SYBR FAST mastermix (Kapa Biosystems; Boston, MA) on a Mastercycler EP Realplex 4 qRT-PCR cycler (Eppendorf; Hauppauge, NY) [3] . Primer sequences for HPRT1 and TLR1-10 are found in [4, 5] . HPRT1 is preferred as a normalizer gene for NSCLC [4] . in ADC patients; (B) all TLR genes co-expressing with TLR1 in ADC patients; (C) all genes co-expressing with TLR2 in ADC patients; (D) all TLR genes co-expressing with TLR2 in ADC patients; (E) all genes co-expressing with TLR3 in ADC patients; (F) all TLR genes co-expressing with TLR3 in ADC patients; (G) all genes co-expressing with TLR4 in ADC patients; (H) all TLR genes co-expressing with TLR4 in ADC patients; (I) all genes co-expressing with TLR5 in ADC patients; (J) all TLR genes co-expressing with TLR5 in ADC patients; (K) all genes co-expressing with TLR6 in ADC patients; (L) all TLR genes co-expressing with TLR6 in ADC patients; (M) all genes co-expressing with TLR7 in ADC patients; (N) all TLR genes co-expressing with TLR7 in ADC patients; (O) all genes co-expressing with TLR8 in ADC patients; (P) all TLR genes co-expressing with TLR8 in ADC patients; (Q) all genes co-expressing with TLR9 in ADC patients; (R) all TLR genes co-expressing with TLR9 in ADC patients; (S) all genes co-expressing with TLR10 in ADC patients; (T) all TLR genes co-expressing with TLR10 in ADC patients. Pearson correlations are computed first. For genes with a correlation greater than 0.3 or less than -0.3, the Spearman correlations are also computed, all in cBioportal.com. n=230 ADC patients analyzed via RNA sequencing (see [71] ). Tris-EDTA * All antigen retrieval was conducted with steam heat using a steamer. The composition of buffers was either 10 mM Citrate (pH 6.0) or 10 mM Tris containing 1 mM EDTA (pH 9.0). 
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